Immunohistochemistry p53, Mdmx and Mdm2
Immunohistochemical (IHC) staining for p53 was carried out using a monoclonal mouse antihuman p53 antibody (1:200; NCL-p53-DO-7; Novocastra) as the primary antibody. Briefly, paraffin embedded samples were dewaxed in xylene and rehydrated in graded ethanol.
Antigen retrieval was performed by heating in a water bath for 30 mins to 100 0 C in 10mM citrate buffer. Endogenous peroxidise activity was blocked in 3% peroxidise for 10 mins at room temperature. Sections were then pre-incubated with non-immune goat serum (Vectastain ABC kit, Vector Laboratories, Burlingame, CA, USA) for 1 hour at room temperature, and subsequently with primary antibody in a humidified chamber overnight at 4 0 C. After being washed with phosphate buffered saline (PBS), samples were then incubated with a biotinylated goat anti-mouse secondary antibody (1:1000; Vectastain ABC kit, Vector Laboratories, Burlingame, CA, USA) for 1 hour at room temperature. Sections were then incubated with an avidin-biotin horseradish peroxidise complex (Vectastain ABC kit, Vector Laboratories, Burlingame, CA, USA) for 30 mins at room temperature. Immune complexes were visualised by incubation with diaminobenzidine followed by counterstaining with haematoxylin. Slides were then dehydrated and mounted using histological mounting medium. For assessing the immunostaining a semi-quantitative method was used 0 (0% positive cells); 1+ (<10% positive cells); 2+ (10-50% positive cells); 3+ (>50% positive cells).
Three serial sections were cut from formalin fixed paraffin embedded (FFPE) blocks for each sample. One was stained for p53 (as described above) and the remaining sections stained for Mdm2 and Mdmx as follows. The 3 micron sections were dewaxed and hydrated through descending ethanol series and taken to water. Antigen retrieval was performed using pH 
